. Quantification of telomere FISH signals and H2AX localization to telomeres and signal free ends. (A) Metaphase spreads from CTC1 conditional cells grown with tamoxifen for the indicated times were hybridized with telomere and centromere probe and scored for Signal Free Ends (SFE), sister chromatid associations or telomere fusions. Values represent % of chromosomes with one or more SFE, associated sisters, a SFE on only one sister chromatid (single SFE) or SFE on both sisters (double SFE). Chromosome fusions (chromosome or chromatid) were scored for number of fusions per 100 chromosomes. Values represent the mean from 3 independent experiments; 2,000 chromosomes were scored per time point. (B) Representative image of chromosome spreads from CTC1 conditional cells showing nontelomeric H2AX staining on chromosome arms. (C) Quantification of H2AX on chromosome spreads from CTC1 conditional cells treated with/without tamoxifen for 4 days. Telomeres were detected by FISH, H2AX by immunostaining as described for Fig. 3 . Chromosomes with H2AX foci on chromosome arms (Non-Tel), at one or more telomeres with detectable telomeric DNA (Tel) or at signal free ends (SFE) . N = 3 independent experiments, mean ± S.E.M. Cartoon illustrating how loss of C-strand fill-in leads to progressive telomere shortening at each round of telomere replication. First round of replication shows products generated from leading and lagging strand telomeres. The second round of replication shows products generated from the lagging strand telomere only. Shortening will be further increased by exonuclease processing steps (not illustrated). Fig. 4D, Fig S4C and Tel. length
